. Effects of physiological O 2 levels on Ca 2+ mobilization and eNOS phosphorylation in human coronary artery endothelial cells. HCAEC were cultured under standard (18%) or physiological (5%) O 2 levels for at least 5 days. (A) Basal and histamine stimulated intracellular Ca 2+ levels, shown as representative traces and the mean plateau values (115-120 s). (B) Histamine stimulated (10 µmol/L, 2 min) eNOS-S1177 phosphorylation expressed relative to total eNOS and loading control β-actin (not shown). Data denote mean ± S.E.M., n=4-5 different cultures, **P<0.01, ***P<0.001 vs vehicle, #P<0.05 vs 18% O 2 . Treatment with histamine was significant vs control (P<0.05) under both 18% and 5% O 2 .
Figure S2. Effects of O 2 on basal expression of eNOS, p~eNOS, p~AMPK, p~Akt and p~ERK1/2 and histaminestimulated ERK1/2 phosphorylation in HUVEC.
Cells were cultured under standard (18%) or physiological (5%) O 2 levels for at least 5 days. (A) Basal p~eNOS (Ser1177 and Ser633), p~AMPK p~Akt and p~ERK1/2 phosphorylation relative to respective total kinase protein levels and loading control β-actin (not shown). (B) HUVEC were stimulated with histamine (10 µmol/L) for 0-20 min and cell lysates immunoblotted for p~ERK1/2 relative to total ERK1/2 and loading control β-actin. C, eNOS expression in cells cultured under 18% or 5% O 2 . Data denote mean ± S.E.M., n=5 different donors. 
